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Supplementary Figure 1 The Ffh M-domain by itself does not affect the kinetics of Ffh-FtsY interaction, and its sole role in complex formation is to bind and position the 4.5S SRP RNA.  (A) The NG domain of Ffh (Ffh-NG; ) exhibits the same kinetics of interaction with FtsY as full-length Ffh () in the absence of the SRP RNA.  The NG domain of Ffh (Ffh-NG; residues 1- 295) was cloned into the pET28 vector between the NcoI and XhoI sites, and was expressed and purified as described for full-length Ffh.  The kinetics of interaction with FtsY was analyzed using the GTPase assay as described in the Methods {Peluso, 2000 #103; Shan, 2004 #183} in the presence of 0.5 µM Ffh or Ffh-NG and 200µM GTP.  (B) The 4.5S RNA accelerates the Ffh-FtsY interaction by 400-fold.  The rate of Ffh-FtsY interaction was analyzed in the presence of 500 nM Ffh and 200 µM GTP, in the presence () or absence of 500 nM 4.5S RNA ().  (C) The 4.5S RNA has no effect on the interaction kinetics between Ffh-NG and FtsY.  The interaction kinetics was determined under the same conditions as in part B in the absence () or presence of 500 nM () or 5 µM 4.5S RNA ().

Supplementary Figure 2 The A-domain of E. coli FtsY does not contribute substantially to the interaction kinetics between Ffh and FtsY.  The reaction rates of full-length FtsY (FL-FtsY; ) and FtsY-NG () were determined as described in the Methods in the presence of 0.5 µM Ffh and 200 µM GTP.

Supplementary Figure 3 Mutations in the conserved DARGG and TAKGG motifs of E. coli Ffh (A, B) and FtsY (C, D), respectively, severely compromise the efficiency of interaction between Ffh and FtsY.  The kinetics of Ffh-FtsY interaction is analyzed using the GTPase assay as described previously{Peluso, 2000 #103; Shan, 2004 #183}.  Note that at sub-saturating FtsY concentrations, the observed GTPase reaction is rate-limited by Ffh-FtsY complex formation, i.e., kcat/Km = kon, the association rate constant{Peluso, 2000 #103; Shan, 2004 #183}.  (E) Summary of the kcat/Km values of each mutant relative to the wild type protein.

Supplementary Figure 4 Refolded cpFtsY () exhibits the same kinetics for interaction with cpSRP54 as native cpFtsY ().  Reaction rates were determined as described in the Methods using 100 nM cpSRP54 and 100 µM GTP.

